(Chromosome 6 open reading frame 141) is a novel gene, and its role in oral cancer progression remains unclear. C6orf141 expression in oral squamous cell carcinoma (OSCC) and adjacent normal tissues from 428 patients was examined through immunohistochemistry (IHC). Our results revealed that C6orf141 expression was significantly reduced in OSCC compared with adjacent normal tissues. Low C6orf141 expression was significantly associated with a poor American Joint Committee on Cancer pathological stage (P < 0.001), T classification (P = 0.002), and pN stage (P = 0.032). Kaplan-Meier curves revealed that low C6orf141 expression was significantly associated with shorter disease-specific survival (DSS) in patients with OSCC (log-rank P = 0.007). Multivariate analysis indicated that low C6orf141 expression was an independent prognostic biomarker for DSS (adjusted hazard ratio = 1.34; 95% confidence interval = 1.10-1.81; P = 0.05). Additionally, ectopic C6orf141 expression could significantly suppress oral cancer cell proliferation, colony formation, and migratory and invasive abilities. Xenograft tumor growth assay revealed that C6orf141 could significantly suppress oral tumor growth in vivo. Our results suggest that C6orf141 plays a novel tumor-suppressive role in oral cancer cell growth and motility. Furthermore, C6orf141 dysfunction could be a potential prognostic biomarker for OSCC and provide new therapeutic strategies in the future.
Results
C6orf141 expression significantly decreased in OSCC. C6orf141 , located at 6p12.3, is a novel protein-coding gene that can generate a small protein with a molecular size of 26.8 kDa (Fig. 1a ). According to the HPA database, C6orf141 is broadly expressed in human tissue, such as in the gastrointestinal tract, liver, and gallbladder 12 . The UCSC Genome Browser also reveals that C6orf141 can generate several noncoding RNA transcripts through alternative splicing (Fig. 1a ). Therefore, we examined the expression levels of protein-coding and noncoding transcripts of C6orf141 in OSCC tissues from 95 patients by using real-time PCR. Our data revealed that the expression levels of the protein-coding transcripts of C6orf141 were significantly reduced, whereas those of noncoding transcripts had no significant difference in OSCC compared with adjacent normal tissue (Fig. 1b,c) . We further examined the protein levels of C6orf141 in OSCC and adjacent normal tissues by using IHC. Of the 428 patients with OSCC examined in this study, 183 had buccal mucosa SCC (BMSCC) and 245 had tongue SCC (TSCC). In the cohort, 287 patients had tumor-adjacent normal tissues and 57 had normal uvula tissues. The clinical pathological features of patients with OSCC are summarized in Table 1 .
As depicted in Fig. 2a , the C6orf141 protein displayed major nuclear staining, and we observed a more drastic reduction in C6orf141 expression in OSCC tissues than in the corresponding adjacent normal tissues. We further analyzed tissue microarray data through scoring the intensity of C6orf141 staining. As presented in Fig. 2b , the intensity of C6orf141 was measured using a numerical scale (0, no expression; 1, weak expression; 2, moderate expression; and 3, strong expression). C6orf141 expression was lower in OSCC tissues (P < 0.001) than corresponding adjacent normal tissues ( Fig. 2c and Table 2 ). C6orf141 downregulation was observed at different subsites of OSCC, revealing that C6orf141 expression was significantly lower in BMSCC and TSCC tissues than in corresponding adjacent normal tissues (Fig. 2d ,e and Table 2 ; all P < 0.001). Furthermore, the expression levels of C6orf141 expression was also significantly attenuated in adjacent normal tissues compared with normal uvula tissues ( Fig. 2c-e and Table 2 ).
Effects of C6orf14 expression on clinicopathological outcomes of patients with OSCC.
We further studied the association between C6orf141 expression and clinicopathological parameters including sex, age, cell differentiation, pathological stage, T classification, and N classification. As presented in Table 3 , low C6orf141 expression was significantly associated with advanced pathological stage (I vs II + II + IV, P = 0.001), large tumor size (T1 vs T1 + 2 + 3, P = 0.002), and advance N stage (N0 vs N1 + N2, P = 0.032) in patients with OSCC, whereas a higher C6orf141 expression level was weakly correlated with older patients (P = 0.062). Additionally, C6orf141 expression in tumor tissues was significantly different among the BMSCC and TSCC (Table 3 ). C6orf141 expression was significantly lower in the buccal mucosal epithelium than in the tongue epithelium (Table 3 , P < 0.001). Thus, a stratification analysis was performed according to the 2 different subsites. Our results reveal a significantly lower C6orf141 expression level along with advanced pathological stage (I vs II + III + IV, P < 0.001) and large tumor size (T1 vs T2 + 3 + 4, P < 0.005) in BMSCC, but not in TSCC (Table 4 ).
Low C6orf141 was correlated with poor survival rates in patients with OSCC. To determine
whether C6orf14 is involved in the survival of patients with OSCC, a log-rank test was conducted, and Cox proportional hazards models were analyzed. First, we defined a cutoff value for C6orf121 levels, which was calculated using receiver operating characteristic (ROC) analysis. Based on this cutoff value, the patients were separated into two groups, which represented higher and lower C6orf141 expression in oral cancer. Our results showed that low C6orf14 expression was associated with an unfavorable DSS rate in patients with OSCC (log-rank test: P = 0.007, Fig. 3a ), but the results revealed no significant difference in disease-free survival (DFS) (P = 0.429, www.nature.com/scientificreports www.nature.com/scientificreports/ Fig. 3b ). A multivariate Cox's regression model revealed a significant association of low C6orf141 expression with poor DSS (adjusted hazard ratio [AHR] = 1.34; 95% confidence interval [CI] = 1.10-1.81; P = 0.050), but the model indicated no significant with DFS (AHR = 1.10; 95% CI = 0.82-1.49; P = 0.513) ( Table 5 ). A stratification analysis indicated that low C6orf14 expression was associated with poor DSS in patients with BMSCC (log-rank test: P = 0.024; Fig. 4a ), but the results revealed no significant difference in DFS ( Fig. 4b , P = 0.449). The analysis also showed a borderline significant association of low C6orf141 expression with poor DSS in patients with TSCC ( Fig. 4c , P = 0.070) but no significant difference in DFS ( Fig. 4d , P = 0.731). Further multivariate analysis revealed that low C6orf141 expression was associated with poor DSS in patients with BMSCC (AHR = 1.68; 95% CI = 1.02-2.79; P = 0.044), but the results indicated no correlation between DSS and TSCC ( Table 5 ). These findings indicate that C6orf141 may play a crucial but different role in the clinicopathological outcomes of patients with OSCC, especially patients with BMSCC. 
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Tumor adjacent normal Tumor www.nature.com/scientificreports www.nature.com/scientificreports/ C6orf141 expression suppressed oral cancer cell growth and motility. We examined the expression levels of C6orf141 in eight oral cancer cell lines and the normal epithelial DOK cells through real-time PCR ( Fig. 5a ). Our data showed that C6orf141 expression was lower in all oral cancer cells than in DOK cells ( Fig. 5a ). Because C6orf141 expression was downregulated in oral cancer, gain of function might be a more effective approach to studying the biological function of C6orf141. In this study, we constructed a full-length C6orf141 expression vector, with a total length of 747 bp. We selected SAS, a cell line with a low expression level of C6orf141, for a series of functional assays using the gain-of-function approach. As depicted in Fig. 5b , the expression levels of C6orf141 were increased 25-fold in SAS with pC6orf141 transfection compared with the control group. Ectopic C6orf141 expression could significantly suppress oral cancer cell proliferation ( Fig. 5c ). A colony formation assay revealed that C6orf141 overexpression could also inhibit SAS cell colony formation ( Fig. 5d,e ). Furthermore, C6orf141 overexpression could significantly suppress SAS cell migration and invasion ( Fig. 5f,g) . We also selected TW1.5, TW2.6, and Ca9-22 cells, the cell lines with higher C6orf141 expression, for a series of functional assays by using the loss-of-function approach. Our data indicated that C6orf141 expression could significantly decrease in these cells with siC6orf141 transfection (Fig. 6a-c ). Furthermore, C6orf141 knockdown could significantly accelerate oral cancer cell proliferation, migration, and invasion ability ( Fig. 6d-j) .
To assess the effects of C6orf141 expression on tumor growth in vivo, we generated SAS cells with stable C6orf141 expression. As shown in Fig. 7a ,b, C6orf141 significantly increased, and proliferation was significantly suppressed in SAS cells with C6orf141 stably expressed. Xenograft tumor growth indicated that C6orf141 expression could significantly reduce tumor volume and size in vivo ( Fig. 7c-e ). We further performed RNA transcriptome of C6orf141 overexpression through microarray and identified 2306 genes in SAS cells with C6orf141 overexpression expressed differentially compared with control, including 1130 exhibiting upregulation and 1176 exhibiting downregulation (Fig. 8a) . In order to verify the reliability of the microarray data, we further randomly selected 10 differentially expressed genes to confirm their expression levels in SAS cells with and without C6orf141 overexpression through real-time PCR, including 5 downregulated genes (MOS, MMD2, FA2H, www.nature.com/scientificreports www.nature.com/scientificreports/ IL31, and RPS27L) and 5 upregulated genes (DIO3, TMEM45B, TCN2, PLK5, and TNF). Except for TMEM45B and TNF, the expression levels of all genes were consistent with microarray results (Fig. 8b) , implying that our microarray data was considerably reliable. A pathway enrichment analysis revealed that these differentially expressed genes were involved in several cell cycle-related signaling pathways ( Fig. 8c ). Furthermore, the image flow assay revealed that the proportion of the G0/G1 phase increased, whereas that of the G2/M phase decreased in the SAS cells with C6orf141 expression (Fig. 9a,b) . We further examined cell cycle-related protein expression and found that the expression of cyclin D1 decreased, whereas that of p21, p27, CDK1 and CCNB1 increased in the SAS cells with C6orf141 overexpression (Fig. 9c ). Our results implied that C6orf141 expression contributed to oral cancer cell growth by impairing cell cycle progression. In summary, our results indicate that C6orf141 may act a tumor suppressor in oral cancer. Low C6orf1411 expression may be a beneficial prognostic biomarker for OSCC.
Discussion
OSCC is an aggressive malignancy and results in cancer deaths for male individuals in Taiwan 3, 4 . Metastasis is a crucial problem due to therapy failure in patients with advanced-stage OSCC. Our study demonstrated that C6orf141, a novel cancer-related gene, has a tumor-suppressive role in OSCC cell growth and invasion. However, the mechanism of C6orf141 expression depletion in OSCC remains unknown. According to the Gene Expression Omnibus (GEO), the expression levels of C6orf141 could be silenced in breast cancer cell lines with ZNF217 (Zinc finger protein 217) overexpression 13 . ZNF217 was reported to play a crucial role in promoting breast cancer cell metastasis to bones 14 . Freier at al reported that 6.2% of patients with head and neck squamous cell carcinoma exhibited ZNF217 gene amplification 15 . These results suggest that C6orf141 downregulation might partially be a result of ZNF217 amplification in OSCC. In addition, through analyzing the GEO database, we observed that ectopic miR-34a and miR-335 expression could silence C6orf141 expression 16, 17 . Previous studies have revealed that the expression levels of miR-335 were upregulated in the cancer-associated fibroblasts of patients with head and neck cancer. Furthermore, miR-335 expression could induce cancer cell motility through the suppression of phosphatase and tensin homolog signaling 18, 19 . Perhaps, miR-335 suppressed cancer cell motility through inhibiting C6orf141 expression in OSCC. These potential mechanisms resulting in C6orf141 depletion in OSCC require further analysis in future works, including microRNA, and transcription factors.
Little information for C6orf141 on the roles in tumor-related function has been identified. There are some possible mechanisms to elucidate why C6orf141 underexpression occurs in OSCC. Cetuximab (Erbitux, Merck, Darmstadt, Germany) is a chimeric immunoglobulin (Ig) G1 monoclonal antibody directed against the epidermal growth factor receptor (EGFR). In combination with curative-intent radiotherapy, cetuximab has been reported to increase median survival in locally advanced head and neck carcinoma 20 . Together with some genes involved in tumor proliferation and inflammation, C6orf141 has been identified as significantly influenced by cetuximab 21 . www.nature.com/scientificreports www.nature.com/scientificreports/ Moreover, inhibition of OSCC development by C6orf141 may be achieved through the down-regulation of BRG1. C6orf141 was one of the downregulated genes in BRG1 knockdown cell lines. Previous studies have shown that BRG1 loss results in widespread changes in chromatin organization at regions including transcriptional start sites of cancer-associated genes and increased tumorigenic potential 22, 23 .
Herein, we first report that C6orf141 protein was significantly reduced in OSCC tissues compared with adjacent normal tissues. An analysis of the relevant databases indicated RNA levels of C6orf141 to be inconsistent in different human cancers. The expression levels of C6orf141 were determined to be significantly reduced in thyroid cancer and testicular cancer, whereas those of C6orf141 were determined to be increased in colon cancer and lung cancer (data not shown). Furthermore, the effects of C6orf141 expression on the survival curve of patients with cancer were noted to be inconsistent. Based on TCGA database, high C6orf141 expression was noted to be significantly correlated with poor survival rates in patients with liver cancer, pancreatic cancer, kidney cancer, and gastric cancer. In contrast, high C6orf141 expression was observed to be associated with a more favorable survival curve than that of low C6orf141 expression in patients with head and neck cancer, breast cancer, ovarian cancer, and endometrial cancer. These results indicate that C6orf141 might have a distinct biological function in different cancer types. Our data also demonstrate that the expression levels of the protein-coding transcript of C6orf141 were clearly different from those of the noncoding transcripts of C6orf141 in patients with OSCC (Fig. 1b,c) . The data of TCGA were collected through a next-generation sequencing approach; therefore, the inconsistent results might be due to inaccurate annotations. Furthermore, a previous study reported that the correlation coefficients between mRNA and protein concentrations are often remarkably low 24 . In multicellular organisms, the squared Pearson correlation coefficient (R 2 ) ranges from 0.09 to 0.46. The low correlation between protein and mRNA levels results from translation efficiency, protein degradation, and mRNA stability. With these combined results, using mRNA to evaluate the clinical effects of C6orf141 in human cancer might result in some uncertainties. In the current study, we used protein levels of C6orf141 in OSCC to evaluate its clinical effects and observed that low C6orf141 was significantly associated with the prognosis of patients with OSCC. The specificity of aiti-C6orf141 antibody was confirmed using Western blotting (data not shown). Consistent with its clinical effects, ectopic C6orf141 expression could suppress oral cancer cell growth and invasion, implying that C6orf141 plays a tumor-suppressive role in OSCC progression. Previous studies revealed that the expression levels of tumor suppressor genes frequently were silenced with a DNA hypermethylated promoter 25 . In a human genome, a CpG-rich region is located upstream of C6orf141, and our results indicated that C6orf141 plays a tumor-suppressive role in oral cancer. Abe et al. also reported that promoter CpG islands of C6orf141 were methylated in neuroblastomas 26 . In addition, Jiang et al. reported that DNA methylation of C6orf141 has an interesting causal relationship with high-density lipoprotein changes 27 . Taken together, these results implied that the transcriptional activity of C6orf141 may be controlled through DNA methylation. We examined the relationships between the DNA methylation status of the CpG islands of C6orf141 and its expression levels. No methylation modification at the promoter regions of C6orf141 was observed in OSCC (data not shown). We also examined the expression levels of C6orf141 in oral cancer cells after 5-Aza-dC treatment. Results revealed that the expression levels of C6orf141 could not be increased in most oral cancer cell lines, except for SAS cells, after 5-Aza-dC treatment. Taken together, the results suggested that DNA methylation is not the major factor resulting in low C6orf141 expression in oral cancer progression. www.nature.com/scientificreports www.nature.com/scientificreports/ In summary, we provide a novel insight that C6orf141 expression could suppress the growth and invasive abilities of OSCC cells. Furthermore, C6orf141 expression levels might serve as an unfavorable prognostic biomarker for patients with OSCC.
Material and Methods
Clinical samples. In this study, the collection of clinical samples was approved by the Institutional Review Board (IRB) of Kaohsiung Veterans General Hospital (KVGH) (IRB number: VGHKS14-CT6-18). A total of 95 OSCC tissues and 31 corresponding adjacent normal tissues were collected from patients with OSCC, who provided informed consent and underwent surgical operations at the Department of Dentistry and the Department of Otorhinolaryngology of KVGH. The methods were carried out in accordance with the approved guidelines and all patients provided informed consent. The clinical and pathological information of the patients is summarized in Table 1 . All research was performed in accordance with relevant guidelines/regulations. RNA extraction. Total RNA was extracted using the TRIzol reagent (Invitrogen, Carlsbad, CA, USA), in accordance with the instruction manual. Briefly, tissue samples were first homogenized in 1 mL of TRIzol reagent, and then proteins and DNA were extracted using 0.2 mL of chloroform. Finally, total RNA was precipitated with 0.6 mL of isopropanol.
Tissue microarray. Tissue microarrays containing 428 paraffin-embedded oral SCC cell samples were selected; these comprised 183 samples of buccal mucosal SCC and 245 samples of tongue SCC. The clinical and pathological information of the patients is summarized in Table 1 . All patient data were obtained from the archives of the Department of Pathology of KVGH between 1990 and 2013. Normal uvula tissues were also collected from patients experiencing sleep apnea. These clinical samples were approved by the IRB (VGHKS14-CT6-18).
Immunohistochemistry. In this study, a Novolink max polymer detection system (Leica Microsystems, Ltd., Milton Keynes, UK K) was used for IHC analysis. The slides were deparaffinized in xylene and rehydrated in grade alcohol. Antigen retrieval was performed by immersion in Tris-EDTA (10 mM, pH 9.0) for 10 minutes at 125 °C in a pressure boiler. Endogenous peroxidase activity was blocked through incubating the slides Immunohistochemical analysis and scoring. At the beginning of the analysis, a senior pathologist accompanied a technician to evaluate the slides until all discrepancies were resolved. Then, the technician independently reviewed all slides. Finally, 5%20% core samples at each staining intensity were randomly selected for re-evaluation by the senior pathologist. During the evaluation, both the senior pathologist and the technician were unaware of the clinical outcomes of the patients. We graded the immunoreactivity through a semiquantitative approach. Marker scores for nuclear and cytoplasmic staining were calculated based on staining intensity (0, no signal; 1, mild; 2, moderate; and 3, strong) and on the proportion of positively stained tumor cells in 5 high-power fields (scored as 0, <5%; 1, 5-25%; 2, 26-50%; 3, 51-75%; and 4, >75%). The marker score was the sum of the staining intensity score and the percentage of positive tumor cell score. For survival analysis, C6orf141 expression levels were dichotomized as low expression and high expression with the cutoff set at the 50th percentile. The expression scores had an overall median score of 5.00 (range, 0-7), for C6orf141. (c) Genes with differential expression were subjected to pathway enrichment analysis, and the cell cycle-related pathways were selected for presentation.
Reverse Transcriptase, according to the manufacturer instructions (Invitrogen; Carlsbad, CA, USA). Gene expression was detected using an SYBR Green I assay (Applied Biosystems, Foster City, CA), and C6orf141 expression was normalized to that of Glyceraldehyde 3-phosphate dehydrogenase (GADPH; △Ct = target C6orf141 Ct-S26 Ct). The individual primers were shown in Supplementary Table 1 . www.nature.com/scientificreports www.nature.com/scientificreports/ or Matrigel coating for the invasion assay. Subsequently, DMEM (Biological Industries USA, Cromwell, CT, USA) supplemented with 10% FBS (HyClone; GE Healthcare Life Sciences, Logan, UT, USA) and penicillin-streptomycin (penicillin, 100 U/mL; streptomycin, 100 μg/mL; Sigma-Aldrich; Merck KGaA, Darmstadt, Germany) was added to the lower chambers for the invasion assay. The chambers were incubated in a CO 2 incubator at 37 °C for 24 or 48 hours. The remaining cells in the upper chamber were then removed using cotton swabs, and the cells under the surface of the Transwell plates were fixed with 4% formaldehyde solution for 10 minutes at RT. The cells were stained with crystal violet solution (0.05% crystal violet, 1% formaldehyde, and 1% methanol) (Sigma-Aldrich, St. Louis, MO, USA) for 20 minutes at RT, and the oral cancer cells in the 3 fields of view were counted through phase-contrast microscopy. All experiments were repeated 3 times.
C6orf141 expression construction.
Xenograft tumor growth assay. Animal experiments were approved by the Kaohsiung Veterans Hospital Laboratory Animal Center and Use Committee. Nude mice (4 weeks old) were used in this study; 2 × 10 6 SAS cells with C6orf141 stable expression or control cells were suspended in PBS and implanted on the backs of nude mice. Animal were observed, and tumor volume was evaluated as V (in mm 3 ) = largest length × 0.52 × (shortest length) 2 each week for 4 weeks. At 4 weeks after implantation, the animals were sacrificed, and tumor size and weight were assessed. All research was performed in accordance with relevant guidelines/regulations Microarray analysis and pathway enrichment analysis. SAS cells with C6orf141 overexpression and control cells were used as total RNA sources. The RNA samples were first examined with TapeStation 4200 to ensure that their RNA integrity number (RIN) values reached up to 7, followed by preparation with WT PLUS reagent (Invitrogen, Thermo Fisher Scientific, Carlsbad, CA, USA). Then, the prepared samples were hybridized on human Clariom D microarray chips (Invitrogen, Thermo Fisher Scientific) and scanned using a GeneChip Scanner 3000 7 G (Invitrogen, Thermo Fisher Scientific, Carlsbad). The microarray raw data passing quality control were analyzed using Partek (Qiagen Sciences ® , Germantown, MD, USA) to identify differentially expressed genes (p < 0.05). As a result, we identified 2,306 significant genes, as illustrated in the heat map figure, among which 1,130 and 1,176 genes were upregulated and downregulated, respectively. All microarray data were submitted to the NCBI GEO and are freely available with the accession number GSE123456. We determined whether the functions of the C6orf141-regulated genes were involved by investigating the pathways. The differentially expressed genes were selected from the microarray data; subsequently, candidate genes were mapped onto Kyoto Encyclopedia of Genes and Genomes (KEGG) pathways.
